Materials and Reagents
2. Place a small spatula of sea sand into the mortar, add small amount of liquid N2, followed by frozen tissue, and grind to a powder. Carefully add more liquid N2 if needed to keep frozen.
3. Invert tube with extraction buffer (EB) to mix and add to sample at a ratio of 1:2, w/v (e.g. 0.5 g powdered tissue + 1.0 ml EB) although this may need to be increased to 1:3 for leaf tissue and 1:4 for roots. Grind for several minutes and place in 1.5 ml microfuge tubes. Addition of NaOH after a specified assay time (e.g., 10 min) serves to stop the APase reaction while simultaneously converting the product p-nitrophenol into the yellow colored p-nitrophenolate (λmax = 410 nm). Filter through Whatman #1 filter paper and store in brown or dark glass bottle.
Protein assay solutions are stable for months at room temperature.
Bradford Protein standard
Dilute bovine Gamma Globulin with H2O to 0.4 mg/ml and store 100 µl aliquots at -20 °C.
